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systems geneticsThe ATP-binding cassette, sub-family B member 4 knock-out mouse (Abcb4−/−) is a relevant model for
chronic cholangiopathy in man. Due to the lack of this P-glycoprotein in the canalicular membrane of hepa-
tocytes, the secretion of phospholipids into bile is absent, resulting in increased bile toxicity. Expression of
insulin like growth factor binding protein 5 (Igfbp5) increases in time in the livers of these mice. It is unclear
whether this induction is a consequence of or plays a role in the progression of liver pathology. The aim of
this study was therefore to investigate the effect of IGFBP5 induction on the progression of liver ﬁbrosis
caused by chronic cholangiopathy. IGFBP5 and, as a control, green ﬂuorescent protein were overexpressed
in the hepatocytes of Abcb4−/−mice, using an adeno-associated viral vector (AAV). Progression of liver ﬁbro-
sis was studied 3, 6, and 12 weeks after vector injection by analyzing serum parameters, collagen deposition,
expression of pro-ﬁbrotic genes, inﬂammation and oxidative stress. A single administration of the AAV vec-
tors provided prolonged expression of IGFBP5 and GFP in the livers of Abcb4−/−mice. Compared to GFP con-
trol, fractional liver weight, extracellular matrix deposition and amount of activated hepatic stellate cells
signiﬁcantly decreased in IGFBP5 overexpressing mice even 12 weeks after treatment. This effect was not
due to a change in bile composition, but driven by reduced inﬂammation, oxidative stress, and proliferation.
Overexpression of IGFBP5 seems to have a protective effect on liver pathology in this model for chronic
cholangiopathy.
© 2012 Elsevier B.V. All rights reserved.1. Introduction
Abcb4−/− (ATP-binding cassette, subfamily b, member 4) mice
are the model for progressive familial intrahepatic cholestasis type
3. In humans, ABCB4 deﬁciency results in spontaneous development
of biliary ﬁbrosis shortly after birth, due to the lack of biliary phos-
pholipids essential for neutralizing the toxic effects of the high con-
centrations of bile acids [1]. Since murine bile acids are less toxic,/−, ATP-binding cassette, sub-
, EGF-like module containing,
een ﬂuorescent protein; GSH,
stellate cells; IGFBP5, insulin-
lpha M; MFs, myoﬁbroblasts;
hibitor 1A; PCNA, proliferating
scle






l rights reserved.the phenotype is milder in mice than in humans, which also qualiﬁes
Abcb4−/− mice as a model for other forms of progressive cholangio-
pathies, such as progressive sclerosing cholangitis [2,3]. Recurrent
chronic injury in this mouse model, caused by leakage of toxic bile
into the portal area leads to progressive accumulation of extracellular
matrix (ECM) components, mainly produced by activated hepatic
stellate cells (HSC) in an attempt to counter hepatic damage [4–6].
This results in an imbalance between ﬁbrogenesis and ﬁbrolysis, lead-
ing to liver ﬁbrosis, architectural distortion, cirrhosis and ultimately
liver failure [7,8].
Insulin like growth factor binding protein 5 (Igfbp5) is strongly in-
duced in the livers of Abcb4−/− mice suggesting a potential role in
the pathogenesis of chronic cholangiopathy [9]. This seems to be sup-
ported by its high expression in patients with cholangiocarcinoma
[10]. We have shown previously that overexpression of IGFBP5 in-
creases the survival of partially activated HSC and myoﬁbroblasts
(MF) [11]. This pointed to its proﬁbrotic role in liver, as also reported
for skin and lung where IGFBP5 overexpression stimulates the pro-
gression of ﬁbrosis [12,13].
To clarify the role of IGFBP5 in the pathogenesis of chronic cholan-
giopathies, we overexpressed it in the Abcb4−/− mice, using an
adeno-associated viral (AAV) vector. This in vivo AAV delivery that
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supply of large amounts of this secretory protein to the intracellular
space and to the HSC [14]. To substantiate the experimental ﬁndings
in this model, and to relate them to the physiological role of hepatic
IGFBP5 expression, a systems genetics approach was applied to a
mouse genetic reference population, using the open source GeneNet-
work database. The results have pointed to a beneﬁcial role of IGFBP5
in liver ﬁbrosis caused by chronic cholangiopathy in Abcb4−/−mouse
model.
2. Materials and methods
2.1. scAAV vectors
scAAV8-LP1-Igfbp5 and scAAV8-LP1-eGFP were generated by
replacing the factor IX cDNA from scAAV-LP1-IX by the cDNA of
mouse Igfbp5 or eGFP, using the EcoR1 and Bspm1 sites (Fig. 1A)
[15]. Correctness of constructs was checked by sequencing. scAAV8
pseudotyped vector was produced and titrated as described [16].
2.2. Animals
The animal studies were reviewed and approved by the AMC com-
mittee for animal care and use. Three months after birth, a single dose
of 5×1012 genomic copies (gc)/kg body weight of scAAV8-LP1-Igfbp5
or scAAV8-LP1-eGFP was injected in the tail vein of male FVB and
Abcb4−/− mice (FVB background). Animals were sacriﬁced 3
(n=5), 6 (n=7) and 12 (n=7) weeks thereafter. In FVB controls
(n=5) the effect was studied only after 3 weeks. Five animals per
treatment group were used at 3 weeks, and 7 animals per group at
weeks 6 and 12.
2.3. Tissue collection and biochemical analyses
Upon sacriﬁcing, blood was collected, livers were snap-frozen in
liquid nitrogen and stored at −80 °C, or ﬁxed in 4% formaldehyde
in PBS. Total liver collagen was determined by measuring hydroxy-
proline content as described [17]. GSH/GSSG ratio in liver and bileFig. 1. Overexpression of IGFBP5 in liver using AAV. (A) Time course and genome structure o
(30kD; right panel) present in liver homogenates obtained 3, 6 and 12 weeks after injec
overexpressing animals are on the left (“g”) and IGFBP5-overexpressing mice (“i”) on the r
GFP, while those in the right panel were incubated with an anti-IGFBP5 antibody. Every
were analyzed. (C–D) Relative gene expression of Igfbp5 in Abcb4−/−mice 3, 6 and 12 week
(left panel) (n=5-7). Asterisks denote signiﬁcance (pb0.05) in comparison with control trwas determined [18]. ASAT, ALAT and alkaline phosphatase (ALP)
concentrations in blood were determined using standard clinical
chemistry methods.2.4. RNA isolation, reverse transcription and quantitative PCR
These analyses were performed and analyzed as previously de-
scribed [11]. We used 5–7 animals for qRT-PCR, depending on the
time point—5 animals per group at 3 weeks, and 7 animals per
group at 6 and 12 weeks.2.5. Western blot analysis
Western blot analysis was performed as described [11], using the
following antibodies: IGFBP5 (Abcam, Cambridge, UK), GFP, PCNA
and p21 (Santa Cruz Biotechnology, CA, USA). Goat anti-mouse
(Bio-Rad Laboratories, Veenendaal, The Netherlands) and goat anti-
rabbit IgG horseradish peroxidase conjugated (Santa Cruz Biotechnol-
ogy, CA, USA) were used as secondary antibodies. Chemilumines-
cence was quantiﬁed by Lumi-Imager F1, using CDP-Star (Roche,
Mannheim, Germany) and β-actin as a reference. For detection of
IGFBP5 in serum, the same amount of (10x diluted) serumwas loaded
for each sample.2.6. Histology and immunohistochemistry
Formaldehyde-ﬁxed liver sections were stained with Sirius red
(morphometrical connective tissue assessment), or immunohisto-
chemically, as described [19]. Antibodies directed against PCNA
(Santa Cruz biotechnology, CA, USA) andα-SMA (Sigma, Zwijndrecht,
The Netherlands) were visualized with goat anti-mouse or goat anti-
rabbit IgG coupled to horse-radish peroxidase (Sigma, Zwijndrecht,
The Netherlands), or alkaline phosphatase, respectively. Anti-α-F4/
80 (AbDSerotec, Dusseldorf, Germany) and anti-MAC-1 (R&D systems,
Abingdon UK) were both visualized using rabbit-anti-rat-biotin as
secondary antibody (DAKO, Glostrup, Denmark).f scAAV-LP1-Igfbp5 and scAAV-LP1-GFP. (B) Western blot of GFP (left panel) and IGFBP5
tion, and of IGFBP5 in plasma after 3 weeks (right panel). In both panels, the GFP-
ight side. For detection, the Western blots in the left panel were incubated with anti-
lane represents an individual animal. In total, 4–6 animals of each treatment group
s after administration of scAAV-LP1-Igfbp5 (right panel) or scAAV-LP1-GFP as a control
eatment.
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These analyses were performed as described [20] and detailed in
Supplementary ﬁle 1.
2.8. Statistical analysis
ANOVA and Student's t-test were used. The error bars represent
the standard deviation, and signiﬁcance threshold was set to pb0.05.
3. Results
3.1. IGFBP5 overexpression reduces hepatocyte damage and proliferation
in Abcb4−/− mice
To investigate the effect of IGFBP5 on the liver pathogenesis in
Abcb4−/− mice, its expression was increased in hepatocytes using
the liver speciﬁc scAAV8-LP1-IGFBP5 vector and scAAV8-LP1-GFP as
a control (Fig. 1A). qPCR and Western blot conﬁrmed the hepatic
overexpression of both transgenes 3, 6 and 12 weeks after
injection(Fig. 1B). During this period, the expression declined, but
was still signiﬁcantly increased for Igfbp5 at 12 weeks (~15-fold)
compared to mock transduction (Fig. 1C). Because of the ongoing he-
patocyte proliferation in the Abcb4−/−mice this loss of episomal AAV
vectors was expected [21,22]. The lower expression of GFP seen at
3 weeks after injection while the vector dose was equal, suggested a
more rapid decline of GFP expression during this period, which
could be due to a higher hepatocyte proliferation rate in these control
mice (Fig. 1D). Therefore, the expression of proliferation markers
PCNA and Ki67 was determined (Fig. 2A–C). The 2–3 fold lower
PCNA expression level after three weeks, and the lower expression
level of Ki67 at both later time points, conﬁrmed that proliferation
was reduced in mice overexpressing IGFBP5. This may be due to en-
hanced expression of p21, involved in repair of DNA damage by ar-
resting cell cycle and proliferation. Both p21 mRNA and protein
expression level were signiﬁcantly upregulated in Igfbp5 injected an-
imals (Fig. 3A–B). This was accompanied by an increased presence ofFig. 2. IGFBP5 overexpression decreases liver cell proliferation in Abcb4−/−mice. (A) Repr
(control) or scAAV-LP1-Igfbp5 (IGFBP5). (B) Quantiﬁcation of PCNA expressing nuclei in
(C) mRNA level of Ki67 in liver after 3, 6 and 12 weeks determined by qPCR expressed as psenescence-associated β-galactosidase (a widely used biomarker for
senescent and aging cells), especially in ﬁbrotic regions (Fig. 3C).
Lower ALP (alkaline phosphatase) and ASAT (aspartate transami-
nase) levels in these mice 6, 9 and 12 weeks after injection, suggested
that IGFBP5 alleviates hepatocyte damage (Fig. 3D–E).
3.2. Overexpression of IGFBP5 reduces liver ﬁbrosis in Abcb4−/− mice
A protective role of IGFBP5, as suggested by decreased hepatocyte
proliferation and lowered liver enzymes in serum, may also slow
down the progression of ﬁbrosis. The 20% lowered fractional liver
weight, the reduced presence of ECM shown by hydroxyproline con-
tent (Fig. 4A–B) and Sirius red staining (Fig. 4C and Supplementary
Fig. 1A) all conﬁrmed that IGFBP5 overexpression impairs the pro-
gression of liver ﬁbrosis in this model. This was supported by 70% re-
duction of α-SMA (marker for activated HSC/MFs) expressing HSC/
MFs 12 weeks after vector administration (Fig. 5A–B), and, as a conse-
quence, reduced expression of procollagen, collagens 1, 3, 4 and
Timp1 (Fig. 5C–G).
Since the pathogenesis in the Abcb4−/− mouse results from toxic
bile, an effect of IGFBP5 on bile composition could provide an alterna-
tive explanation of its protective role in this model. The absence of
signiﬁcant differences in bile composition 12 weeks after vector ad-
ministration however renders this explanation highly unlikely
(Table 1).
3.3. IGFBP5 overexpression reduces inﬂammation and oxidative stress in
the liver of Abcb4−/− mice
IGFBP5 has been reported to impair the inﬂux of proinﬂamma-
tory cells [23]. Inﬂux of these cells into the liver will result in the
release of inﬂammatory mediators that enhance ﬁbrosis and cause
oxidative stress [24]. Inhibition of this inﬂux by IGFBP5 may there-
fore explain the protective effect observed in this model. To inves-
tigate this, markers for inﬂammatory cells were studied. Presence
of F4/80, a marker for inﬁltrating macrophages and liver-residentesentative PCNA immunostaining in liver at 3 weeks after injection of scAAV-LP1-GFP
control (GFP) or IGFBP5 overexpressing mice per mm2 at 3 weeks after treatment.
ercentage of the control. Asterisks denote signiﬁcance (pb0.05).
Fig. 3. IGFBP5 overexpression reduces hepatocyte damage in Abcb4−/− mice. (A) Gene expression of p21 in liver after 3, 6 and 12 weeks after vector administration. (B) p21 level
12 weeks after vector administration as detected by Western blot, and quantiﬁed as percentage of the control (GFP). Asterisks denote signiﬁcance (pb0.05). (C) Representative
SA-β-gal staining of control (GFP) and IGFBP5-treated animals 12 weeks after vector injection. (D–E) Plasma concentrations of ALP and ASAT in GFP- and IGFBP5-treated
Abcb4−/−mice 1, 3, 6, 9, and 12 weeks upon vector administration.
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12 weeks (protein) after vector administration (Fig. 6A–C). Expres-
sion of Mpo, a marker for inﬁltrating neutrophils, was reduced at
all three time points (Fig. 6B). Furthermore, the presence of
MAC1-expressing activated macrophages was clearly reduced in
IGFBP5 overexpressing animals (Fig. 6D). In addition, the expres-
sion of Mcp1, which plays a role in the recruitment of monocytes
to sites of injury and infection, was reduced 3 and 6 weeks upon
IGFBP5 administration (Fig. 6E). Finally, Tgfβ1 mRNA level was
also reduced in Abcb4−/− mice overexpressing IGFBP5 (Fig. 6F).Fig. 4. IGFBP5 overexpression reduces liver ﬁbrosis in Abcb4−/−mice. (A) Average fractiona
administration. (B) Hydroxyproline amount in liver 6 and 12 weeks after viral treatment. A
(GFP) and IGFBP5 overexpressing livers 12 weeks after experiment started.The reduced inﬂux caused by IGFBP5 overexpression will also
lower the release of proinﬂammatory cytokines in liver and as
such may explain the lower the oxidative stress in these livers as
indicated by the signiﬁcant increased ratio of glutathione (GSH)
and its oxidized form glutathione-disulﬁde (GSSG; Supplementary
Fig. 1C). In support, mRNA expression level of heme oxygenase 1
was signiﬁcantly upregulated upon injection of IGFBP5 (Supple-
mentary Fig. 1D).
Speciﬁc expression of GFP in hepatocytes did not induce an im-
mune response, as shown by the lack of anti-GFP antibodies inl liver weight of control and IGFBP5 overexpressing mice 6 and 12 weeks after vector
sterisks denote signiﬁcance (pb0.05). (C) Representative Sirius red staining in control
Fig. 5. IGFBP5 overexpression decreases expression of ﬁbrotic markers in Abcb4−/−mice. (A) Representative α-SMA staining in control (GFP; left panel) and IGFBP5 overexpressing
livers (right panel) 12 weeks after vector administration. (B) Number of α-SMA expressing cells per mm2 in liver 12 weeks after vector administration as determined by a custom
written counting macro in Scion Image (Scion Corp, Frederick, MD). (C–F) Relative mRNA level for procollagen, collagens 1, 3, 4 and Timp1, after 3, 6 and 12 weeks. All results are
given as a percentage of the control. Asterisks denote signiﬁcance (pb0.05).
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non-treated and GFP-treated Abcb4−/− mice (Supplementary Fig.
2F). This conﬁrms previous ﬁndings of our group and others thatTable 1
Bile salt composition of GFP control and IGFBP5-treated Abcb4−/− mice and FVB.
FVB Abcb4−/− ctrl Abcb4−/− BP5
tauro β-muricholate 223.52±67.90 277.96±142.05 253.98±172.18
taurocholate 94.97±22.84 145.85±68.17 180.53±162.50
tauro α-muricholate 1.92±0.84 6.73±4.86 9.33±7.36
tauroursodeoxycholate 0.35±0.14 0.74±0.36 1.18±0.89
taurochenodeoxycholate 1.56±0.59 4.36±1.66 5.55±3.14
∑ (bile salts) 322.32±85.73 435.65±209.62 450.58±334.74hepatocyte speciﬁc expression provided by an AAV vector does
not result in an immune response towards the transgene [16].
Altogether these data support an anti-inﬂammatory effect of
IGFBP5 in the liver of Abcb4−/− mice.
3.4. Co-variation of Igfbp5 expression with phenotypic traits in a mouse
genetic reference population supports its anti-inﬂammatory role
To gain insight into the physiological role of Igfbp5 expression in
adult liver, its co-variation with published phenotypic traits in the
BXD genetic reference population (GRP) was analyzed. This experi-
mental model that incorporates the natural range of genetic variation
is obtained by 20 generation inbreeding in the F2 mice from an inter-
cross between C57BL/6J and DBA/2J strains (www.genenetwork.org)
Fig. 6. IGFBP5 reduces expression of inﬂammatory markers and oxidative stress. (A, B, E and F) Relative mRNA levels of F4/80, Mpo, Mcp1 and Tgfβ1, respectively, in livers of control
(GFP) and IGFBP5 overexpressing mice, 3, 6 and 12 weeks upon vector administration. All results are given as a percentage of the control (GFP). Asterisks denote signiﬁcance
(Pb0.05). (C and D) Representative pictures of immunostainings for F4/80 and MAC1, respectively, 12 weeks after vector administration.
1001A. Sokolović et al. / Biochimica et Biophysica Acta 1822 (2012) 996–1003[25,26]. The analysis revealed a signiﬁcant negative correlation be-
tween liver Igfbp5 expression and plasma concentrations of ALAT
and ASAT (Supplementary Fig. 2A and B) [27]. These relationships un-
derline a hepato-protective role of IGFBP5. The negative correlation
between Timp1 and Igfbp5 expression in the BXD GRP livers [5] pro-
vides further support for a possible physiological role of IGFBP5 in
ECM remodeling (Supplementary Fig. 2C). In the reference popula-
tion, the expression of pro-ﬁbrotic cytokine Tgfβ1 positively correlat-
ed with that of F4/80 (Supplementary Fig. 2D), which corroborated
the reduction of inﬂammatory response by IGFBP5.
Furthermore, the correlation of IGFBP5 expression in liver of BXD
GRP with clinical phenotypes was calculated. A number of pheno-
types was related to immune function (Supplementary ﬁle 2),
which was consistent with the anti-inﬂammatory effect of IGFBP5 inthe liver of Abcb4−/− mice. Igfbp5 expression in the livers of BXD
mice negatively correlated with inﬂammation in spleen, bone mar-
row and with a general inﬂammatory response, the exception being
a positive correlation with TBC infection in the lung (Supplementary
Fig. 2E).
3.5. Tissue speciﬁc regulation of Igfbp5 expression
Given the unanticipated effect of IGFBP5 on liver ﬁbrosis, we
addressed the tissue-speciﬁcity of its expression. Notably, a direct
analysis of variation in Igfbp5 mRNA levels in different organs—liver,
kidney, (whole) brain, hippocampus and cartilage—did not reveal
any correlation (not shown), underscoring organ speciﬁc regulation
of Igfbp5 expression. The correlations between Igfbp5 expression in
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tinct for liver, kidney and brain, (Supplementary ﬁle 2). Unsurprising-
ly, the variation of Igfbp5 expression in other two organs did not
correlate with ALAT and ASAT levels in serum.
The systems genetic approach was further employed to identify
the quantitative trait loci (QTLs) that speciﬁcally modulate the ex-
pression of Igfbp5 in mouse liver. No cisQTLs were determined on
Chr.1, where Igfbp5 resides (Supplementary Fig. 3A). A putative
trans-regulatory region that modulates Igfbp5 expression in liver
was identiﬁed on Chr.7. The QTL peak (135–142 Mb) comprised 83
positional candidates that may modulate hepatic Igfbp5 expression
(Supplementary Fig. 3B, Supplementary Table 1). To narrow them
down to a biologically relevant subset, genes were scrutinized by an-
alyzing their co-expression, by QTL mapping (to establish if they were
cisQTLs per se), by examining the number of SNPs, and by studying
the literature. Among the four most promising candidates (Tacc2,
Nkx1-2, Zranb1 and Ctbp) Nkx1-2 appeared the most likely one,
since it was a cisQTL, it was modulated by the same transQTL on
Chr.14 that possibly also regulates the expression of Igfbp5, and its ex-
pression positively correlated with that of Igfbp5 (Supplementary Fig.
4A–C). The almost linear relationship between Nkx1-2 expression in
the liver and the survival coefﬁcient in infectious diseases suggests
its potential important role in orchestrating inﬂammatory responses,
possibly including Igfbp5 expression (Supplementary Fig. 4D; Kotb M.,
2010, unpublished data). Although this analysis reveals Nkx1 as an in-
teresting candidate, the role of other candidate genes cannot be
excluded.
4. Discussion
The aim of this study was to investigate the role of IGFBP5 in the
liver pathogenesis in the Abcb4−/−mice, a model for chronic cholan-
giopathy. Prolonged overexpression of IGFBP5 in hepatocytes de-
creased their proliferation, reduced inﬂammation and oxidative
stress, and lowered number of activated HSC, all leading to reduced
development of liver ﬁbrosis.
IGFBP5 has cell- and tissue-type speciﬁc effects. It induces apopto-
sis in the involuting mammary gland [28] and inhibits cell prolifera-
tion in the involuting prostate gland [29], but supports the survival
of skeletal myoblast [30]. To clarify the differential role and expres-
sion of Igfbp5 in liver and other organs, its steady-state expression
was analyzed in the BXD genetic reference population. The correla-
tions with clinical features not only indicated an organ speciﬁc regu-
lation of IGFBP5, but also a role that differed between organs. This
seems to explain why IGFBP5 was found as a proﬁbrotic factor in
lung and skin [12,13], while the current study revealed its protective
effect in liver ﬁbrosis. The latter is underscored by the negative corre-
lation between Igfbp5 expression and serum parameters of liver dam-
age in IGFBP5 overexpressing Abcb4−/−mice, and in the BXD genetic
reference population. The systems genetic approach made it clear
that the relation between these liver enzyme levels and IGFBP5 goes
beyond the issue of damage in the Abcb4−/− model. In addition, a
protective effect of IGFBP5 on hepatocytes in vivo is consistent with
its prosurvival effect seen in activated HSC in vitro [11]. Reduced
liver ﬁbrosis after 12 weeks of IGFBP5 expression, as demonstrated
by considerably reduced portal bridging compared to that seen in
control animals at the time of vector administration and compared
to GFP-expressing controls (Fig. 4C and Supplementary Fig. 1A), indi-
cated involvement of IGFBP5 not only in impediment of ongoing
ﬁbrogenesis, but in reduction of the existing scar tissue.
The most likely mechanism of the anti-ﬁbrotic effect of IGFBP5 ex-
pression in the Abcb4−/− mice is a reduction of inﬂammation. The
portal inﬂammation, caused by leakage of toxic bile is one of the
most prominent pathological features in this model for chronic cho-
langiopathy [3]. Overexpression of IGFBP5 lowers the inﬂux of inﬂam-
matory cells into this area, possibly by impairing their migration [31].This would also lower the production of inﬂammatory cytokines,
known to stimulate collagen synthesis and to enhance hepatocyte
damage. The negative correlation of Igfbp5 expression with inﬂam-
mation in the BXD genetic reference population further supports
such an anti-inﬂammatory role. In addition, the systems genetics ap-
proach indicated Nkx1-2 as the putative modulator of liver Igfbp5 ex-
pression, possibly in response to an inﬂammatory assault, which
would then explain the Igfbp5 upregulation in Abcb4−/− mice upon
cholate feeding [9]. Damaged hepatocytes and activated inﬂammato-
ry cells release reactive oxygen species (ROS) and other reactive in-
termediates [32,33], which enhance the expression of proﬁbrotic
genes in human HSC and MFs [34–36]. The reduced oxidative stress
in IGFBP5 overexpressing livers is in agreement with the observed de-
crease in inﬂammation, and may additionally alleviate liver ﬁbrosis.
However, the lower inﬂux may also reduce the immune surveillance
in these livers and as such may provide protection of cancer cells.
Such a mechanism could explain the high IGFBP5 expression reported
in patients with cholangiocarcinoma [10].
IGFBP5, however, may have a more direct effect. The increased
amount of p21 in IGFBP5 overexpressing livers may be instrumental
for the reduced proliferation. p21 regulates PCNA binding to dam-
aged DNA [37], reducing its nuclear presence as seen in this study
(Fig. 2A–B). In addition, the increased presence of p21 may play a
role in senescence [38], particularly that in the ﬁbrotic regions of
IGFBP5 treated livers. Changes in gene expression proﬁles of senes-
cent HSC point to the cell cycle standstill, decreased synthesis of
ECM, and increased release of ECM remodeling enzymes [39]. In
this case, the increased expression of IGFBP5 seems aimed at reduc-
ing the pathology in this model of chronic cholangiopathy.
In conclusion, this study reveals that expression of IGFBP5 in the
Abcb4−/−mice reduces inﬂammation, oxidative stress, ECMdeposition
and hepatocyte proliferation, thereby evidently reducing liver ﬁbrosis.
Furthermore, the systems genetics approach reveals correlation be-
tween endogenous hepatic Igfbp5 expression and decrease of inﬂam-
mation in a genetic reference population, underscoring its role in
ameliorating pathology in the model for chronic cholangiopathy.
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